The Japan Diet nutritional education program effects on serum fatty acid compositions for prevention of atherosclerotic cardiovascular disease in middle-aged men brought up in the westernized dietary environment of modern Japan were examined.
Introduction
There has been major research and clinical interest in elucidating the effects of dietary fatty acids on cardiovascular disease risk reduction. Over the years, numerous studies have corroborated the blood cholesterol predictive equations showing saturated fatty acids (SFAs) to be hypercholesterolemic and that polyunsaturated fatty acids (PUFAs) reduce cholesterol 1) .
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sitions.

Methods
Study Design and Subjects
The study design, methods, and subjects were described in detail in our previous report 4) . The 34 participants were male, between 30 and 49 years of age, with a body mass index (BMI) over 22 kg/m 2 , and all were non-smokers. Users of dietary supplements or health food products were excluded. After being given a detailed explanation of the program, all 34 subjects consented to participate. The present study was conducted according to the guidelines of the Declaration of Helsinki, and all procedures were approved by the ethics committee of Japan Women's University (No. 209). Written informed consent was obtained from all subjects prior to participation. The clinical trial registration number is UMIN000020639.
Intervention Program
The 6 week intervention program was explained in our previous report 4) . Briefly, a lecture and group work were conducted focusing on easy ways to consume the foods classified as constituting the Japan Diet (consumption of more fish, soybeans and soy products, vegetables, seaweed, mushrooms, konjak, and unrefined cereals while reducing animal fat, meat and poultry with fat, sweets including desserts and snacks, and alcoholic drink intakes). Each participant was required to keep a daily performance record in terms of the intakes of foods comprising the Japan Diet for 6 weeks. The subjects were instructed to maintain their habitual physical activity levels during the study period.
Food Intake
Subjects were instructed to record their daily food intake, counting the number of dishes (fish, soybeans and soy products, vegetables, seaweed/mushrooms/konjak and unrefined cereals, fatty meat and poultry, and sweets/desserts/snacks) during the intervention period.
Dietary Fatty Acid Intake
Three-day weighted dietary records were kept at baseline and at the end of the intervention as previously reported 4) . Fatty acid intakes were calculated employing Excel-Eiyokun Ver.6, (Kenpaku-sha Co., Ltd., Tokyo, Japan) software.
Measurement of Metabolic Parameters and Serum Phospholipid Fatty Acid Compositions
Fasting blood collections were conducted on day 1 and after 6 weeks, in the morning following a 12 h overnight fast. Plasma and serum samples were obtained style. From the 1960s, the Japanese dietary style has changed markedly, with Westernization and diversification, and the percentage of energy derived from lipid increasing from 10.6% in 1960 to 18.9% in 1970 and finally to 22.3% in 1975 22.3% in . From 1975 22.3% in to 1990 , the changes were moderate, and the percentage of energy derived from lipid was rather stable. Ever since, lipid intake has been remarkably high, especially in the younger generation. In 2016, people with energy intake derived from lipid of over 30% were 40% in the all three age groups (20s, 30s, and 40s). Lack of fish intake and excessive oils and meat and poultry intakes have been recognized as major problems in younger generations 3) . Along with these trends, fatty acid intakes have also changed, and this is contributing to increased obesity, dyslipidemia, and type 2 diabetes. There is now a need to verify the effects of the traditional Japanese diet on dietary fatty acid intakes and circulating fatty acid levels.
We previously conducted a pilot study showing the anti-atherosclerotic effects of the Japan Diet (higher consumptions of fish, soybeans and soy products, vegetables, seaweed/mushrooms/konjak, and unrefined cereals with reduced consumptions of animal fat, meat and poultry with fat, sweets including desserts and snacks, and alcoholic drinks). At baseline, their food consumption was rich in meat and poultry, but poor in fish and soybeans. The percentage of energy derived from lipid was 31%, twice as high as that of the 1960 -1970s. After the 6 week education program, fish; soy; and the sum of seaweed, mushroom, and konjak intakes doubled, whereas intakes of meat and poultry, sweets including desserts and snacks, and margarine and shortening all decreased. These changes contributed to significant decreases in serum low-density lipoprotein (LDL) cholesterol, malondialdehyde-modified LDL, and triglyceride concentrations and to the maintenance of high levels of high-density lipoprotein (HDL) cholesterol 4) . The Japan Diet has a characteristic fatty acid content derived from seafood and plant foods. Serum fatty acid compositions would be expected to evolve together with the anti-atherogenic pattern in response to Japan diet consumption. The effects of purified fatty acid supplementation as part of a prescribed dietary intervention that increased circulating n-3 PUFA have been reported 5) . However, there have been no studies examining changes in serum fatty acid profiles achieved by the educational approach of recommending intake of the Japan Diet.
Aim
This study aimed to examine how the Japan Diet affects fatty acid intakes and serum fatty acid compo-and stored at 80 until analysis. Serum biochemical parameters were measured as described in our previous report 4) . For fatty acid measurement, serum lipids were extracted by the method of Folch et al. 6) . The phospholipid fraction was obtained with thin-layer chromatography and methylated as described in our previous report with minor modifications 7) . The fatty acid methyl esters were separated by gas -liquid chromatography (Shimadzu GC14B, Tokyo, Japan) using a 0.25 mm 30 m capillary column containing DB-FFAP (J&W Scientific, CA, USA). The injector temperature was 230 , and the column temperature rose at 2 / min from 160 to 200 . Nitrogen was employed as the carrier gas, and the split ratio was 22.0.
Statistical Analysis
The data of the 33 Japanese men who completed this program were analyzed. One participant was hospitalized for an acute illness and had to drop out.
Statistical analyses were carried out using SPSS for Windows (version 16.0J; SPSS Japan, Inc.). All values are presented as means with standard deviations. The statistical significance of differences in values obtained at baseline and at the end of the intervention was assessed using the non-parametric Wilcoxon matched pair's signed-rank test. Spearman correlation analyses were performed to identify correlations between metabolic parameters and the fatty acid ratio in the serum phospholipids. P 0.05 was considered to indicate a statistically significant difference.
Results
Subjects
The mean age of the subjects was 39 5 years. Other clinical parameters were shown in our previous report 4) . In short, after the intervention, body weight, BMI, and umbilical circumference decreased with a coincident decrease in the serum leptin concentration. Serum LDL-cholesterol, malondialdehyde-LDL, and triglyceride concentrations decreased significantly, whereas HDL cholesterol was unchanged 4) .
Food Intake
Food intake volumes per day at baseline and at the end of this intervention were reported previously; that is, mean fish and soy intakes increased from 49.0 and 39.8 g to 98.0 and 86.5 g, respectively, and seaweed intake from 9.6 to 33.4 g. The sum volume of meat and poultry intake, which totaled 134.3 g at baseline, had decreased to 95.4 g at the end of the intervention 4) . The number of dishes consumed daily, which provided each type of target food during the 6 weeks, is shown in Table 1 . Fish, soy, and seaweed and/or mushrooms and/or konjak were consumed 1.0, 1.1, and 1.0 times per day on average, respectively, whereas fatty meat and poultry, and sweets were consumed 0.3 and 0.3 times daily, respectively.
Dietary Fatty Acid Intakes
Energy intakes derived from lipids and SFAs were 31.4 (23.7, 42.9) (mean (minimum, maximum)) % and 8.8 (5.61, 15.0) % at baseline, and had decreased to 30.6 (18.4, 44.9) % and to 7.8 (3.6, 14.2) %, respectively, at the end of the intervention 4) . Almost all SFAs intake including C12:0, C16:0, and C18:0 significantly decreased (p 0.002, 0.002, 0.005), and C14:0 tended to decrease (p 0.053). The sum of C12:0, C14:0, and C16:0, which are known to increase the LDL-C concentration, was decreased by 3882 mg corresponding to 1.4% of total energy intake.
Monounsaturated fatty acid (MUFA) intake decreased (p 0.008), principally that of C18:1, which is the major MUFA (p 0.003).
C18:2 intake, which accounts for the majority of n-6 PUFA, tended to decrease (p 0.055), though C20:3 (n-6) and C20:4(n-6) did not change (p 0.122, 0.922).
Mean n-3 PUFA intake was 3103 mg at baseline and had increased to 3723 mg (p 0.036), mainly due to C20:5(n-3) and C22:6(n-3), by the end of the intervention (p 0.005, 0.016).
The SFA/MUFA/PUFA ratio changed from 1/1.3/ 0.7 to 1/1.4/0.9, and the n-6/n-3 ratio decreased from 4.9 to 3.7 ( Table 2) .
At the end of the intervention, a positive correla- C18:2(n-6) C18:3(n-6) C20:2(n-6) C20:3(n-6) DGLA C20:4(n-6) AA C22:2(n-6) C22:4(n-6) C22:5(n-6) n-6 PUFA subtotal tion was observed between n-3 PUFA intake and the number of fish dishes consumed (p 0.001) (Fig. 1) .
Serum Phospholipid Fatty Acid Compositions
Changes in the fatty acid composition in serum phospholipids are presented in Table 3 .
As to the SFAs, the C18:0 percentage had decreased by the end of the intervention as compared with baseline (p 0.046), whereas C15:0 (p 0.044), C17:0 (p 0.020), and C20:0 (p 0.003) were increased.
The total MUFA percentage did not change significantly, though cisC18:1(n-9) decreased (p 0.009), whereas C20:1, C22:1, and C24:1 increased (p 0.001, p 0.002, p 0.001).
As to n-3 PUFA, marked increases in C20:5(n-3) and C22:6(n-3) (p 0.001, both) resulted in a significant increase in total n-3 PUFA from 10.30% to 13.20% (p 0.001) along with a total n-6 PUFA decrease from 33.92% to 31.16% (p 0.001). The n-3 PUFA percentage increased as much as the n-6 PUFA percentage decreased, suggesting n-6 PUFAs to have been replaced by n-3 PUFAs. Almost all n-6 PUFAs, including C18:2(n-6), 20:4(n-6), C20:3(n-6), and C20:2 (n-6) decreased (p 0.004, p 0.003, p 0.001, p 0.010).
Fatty acid ratios such as C20:5(n-3)/C20:4(n-6), C22:6(n-3)/C20:4(n-6), and (C20:5(n-3) C22:6(n-3))/ C20:4(n-6) increased (p 0.001). Furthermore, the C20:4(n-6)/C20:3(n-6) ratio, which serves as an estimate of delta-5 desaturase (D5D) activities also increased (p 0.002) ( Table 4) .
Correlations between Changes in Metabolic Parameters and Fatty Acid Ratios in Serum Phospholipids
Changes in the C20:4(n-6)/C20:3(n-6) ratio correlated negatively with changes in body weight (p 0.001), BMI (p 0.001), total cholesterol (p 0.013), LDL cholesterol (p 0.012), non-HDL cholesterol (p 0.002), triglycerides (p 0.040), and the insulin concentration (p 0.036). However, other fatty acid ratios showed no significant correlations with metabolic parameters (Table 5) .
Correlations between Food Intake Volume and Fatty Acid Ratios in Serum Phospholipids
There was a tendency toward a positive association between the number of fish dishes consumed and the C20:4(n-6)/C20:3(n-6) ratio. Fish intake volume showed a positive association with the C20:4(n-6)/ C20:3(n-6) ratio in serum phospholipids at the end of the intervention (p 0.001) (Fig. 2) . No associations were observed between intake volumes of other foods and the C20:4(n-6)/C20:3(n-6) ratio.
Discussion
Our educational intervention recommending the Japan Diet resulted in daily consumption of one dish each on average of fish, soy, and seaweed, as well as increased vegetable intake, and decreased consumptions of meat and poultry, sweets including desserts and snacks, and margarine and shortening 4) . These changes were attributed to increased intakes of n-3 PUFAs such as C20:5(n-3), C22:6(n-3), C18:4(n-3), and C20:4(n-3) and decreased intakes of all SFAs, as well as unsaturated fatty acids such as C18:1 and C18:2(n-6).
For dietary treatment of dyslipidemia, the fatty acid intake ratio of SFAs (S)/MUFAs (M)/PUFAs (P) was to be 1/1.3/1 according to dietary guidelines 8) . The Japanese S/M/P ratio in the 1970s was equivalent to this recommended ratio on average 9) . In this study, the baseline average was 1/1.3/0.7, clearly moving in a worsening direction, approaching the ratio in the UK, which is 1/1/0.5 10) while showing an improvement to 1/1.4/0.9 with SFA decreasing from 8.8% to 7.8% after the educational intervention. Most notably, the sum of dietary C12:0, C14:0, and C16:0 fatty acids, which are known as hyper-LDL-cholesterolemic fatty acid concentrations 1, 11, 12) , were reduced by 3882 mg, corresponding to 1.4% of total energy intake, and the LDL cholesterol concentration was significantly decreased as mentioned in our previous report 4) . Reduced consumptions of meat and poultry, sweets including desserts and snacks, as well as margarine and shortening, were confirmed in our study to effectively limit SFA consumption.
Dietary n-3 PUFA has attracted attention from the perspective of maintaining the physiological balance of active substances 13) . The dietary n-6/n-3 ratio was 4.9, thus being much higher than the recommended level 14) at baseline. The subjects achieved improvement to 3.7 by increasing seafood consumption, as one dish each of fish and seaweed per day. Consuming one fish dish daily could increase n-3 PUFA intake by at least 2.1 g per day, according to the results of this study (Fig. 1) , being consistent with the results of a Japanese cohort study, in which subjects who ate fish eight times per week consumed 2.1 g of n-3 PUFA per day. Such high n-3 PUFA consumers were reported to have significantly lower coronary heart disease risk than those with lower fish intakes 15) . Dramatic changes in the fatty acid compositions of serum phospholipids were observed after the 6 week intervention. Although C20:5(n-3) and C22:6(n-3) compositions were much higher than those of subjects in other countries at baseline 16) , these n-3 PUFA compositions were additionally increased. The ratios of C20:5(n-3)/C20:4(n-6) and C22:6(n-3)/C20:4(n-6) were increased as C20:4(n-6) decreased.
Decreased serum C20:5(n-3)/C20:4(n-6) and C22:6(n-3)/C20:4(n-6) ratios have been demonstrated to be risk factors for early onset of acute coronary syndrome 17, 18) . It is noteworthy that despite decreases in both C20:4(n-6) and C20:3(n-6) in phospholipids, the C20:4(n-6)/C20:3(n-6) ratio, which serves as an estimate of D5D activities, was increased in this study. A milk fat and ruminant meat, are accepted biomarkers of dairy fat intake 31, 32) . On the other hand, some studies report that they can also be synthesized endogenously, for example, from gut-derived C3:0 32) . To date, it has been reported that increases in C15:0 and C17:0 in serum phospholipids are anti-atherosclerotic; for example, C15:0 and C17:0 concentrations were low in patients with metabolic syndrome 19, 33, 34) . In this intervention study, although intake volumes of dairy products were unchanged and meat and poultry consumptions were decreased 4) , C15:0 and C17:0 were increased. These results might be caused by the significant decrease in BMI and improvement of insulin resistance. However, the mechanisms underlying these results have not been elucidated, so further studies are needed.
Therefore, this 6 week nutrition education intervention, recommending the Japan Diet, improved fatty acid intakes and fatty acid profiles in phospholipids.
This study has limitations. First, as the study design was single arm, the actual effects on changes in the parameters assessed could not be demonstrated. Second, our subjects were all men in their 30s to 40s not receiving any form of disease treatment. It is necessary to examine effects according to age and gender, as well as to investigate patients with risk factors for atherosclerosis including dyslipidemia. Most other studies used whole blood containing triglycerides to measure circulating fatty acid compositions, but such data reflect the most recent fatty acid intake. Because this study examined fatty acid composition changes in phospholipids reflecting habitual dietary intakes, we cannot simply compare our results with those of studies that examined fatty acid composition changes in whole blood. We did not directly examine vascular function or perform blood vessel imaging studies that depict atherosclerotic change. A potential weakness is the use of fatty acid product: precursor ratio to estimate desaturase activities indirectly, instead of directly measuring the desaturase activity. The use of a product: precursor ratio as a substitute measure is, however, well established, and desaturase activities are commonly estimated from phospholipid fatty acids. The utility of D5D as a comprehensive indicator of the effects of arteriosclerosis prevention and treatment requires detailed evaluation in future studies.
Conclusion
With the nutrition education recommendation to consume the Japan Diet, intakes of meat and poultry and sweets including desserts and snacks decreased, whereas fish, soybean, and seaweed intakes increased. Dietary n-3 PUFA intake increased, but SFA and MUFA decreased and blood phospholipid fatty acid composiThere was a positive correlation between fish intake and the C20:4(n-6)/C20:3(n-6) ratio. As D5D converts not only C20:3(n-6) to C20:4(n-6) but also C20:4(n-3) to C20:5(n-3), increased C20:5(n-3) from fish may reduce the competitive inhibitory effect on C20:3(n-6) desaturation. Furthermore, changes in the C20:4(n-6)/ C20:3(n-6) ratio showed significant correlations with changes in body weight, serum insulin, and lipid concentrations, though no correlations were observed between the change in the C20:5(n-3)/C20:4(n-6) ratio and any of the metabolic markers in this study. Our results suggest the C20:4(n-6)/C20:3(n-6) ratio in phospholipids to be a somewhat more effective index than the C20:5(n-3)/C20:4(n-6) or the C22:6(n-3)/C20:4 (n-6) ratios in a dynamic nutritional assessment of atherosclerotic risk.
Maruyama et al. reported that estimated D5D in patients with metabolic syndrome was low as compared with that in healthy Japanese subjects 19) . A defect in D5D is regarded as being a factor in the initiation and progression of insulin resistance, that is, the metabolic syndrome [19] [20] [21] . In Japanese people, a higher serum concentration of C20:3(n-6) and lower estimated D5D activity are reportedly associated with an elevated risk of type 2 diabetes independently of BMI according to a nested case -control study 22) . In a population-based prospective study, low estimated phospholipid D5D activity was found to be associated with the increased mortality of cardiovascular disease 23, 24) . PUFAs exhibit a range of biological effects, many of which are mediated through the formation and actions of lipid mediators such as prostaglandins, leukotrienes, lipoxins, resolvins, and protectins 25, 26) . Supplementation with fish oil results in decreased production of PGE2, TXB2, LTB4, 5-HETE, and LTE4 by inflammatory cells 27) and marked increase in the abundance of the E-series resolvin precursor, . Further study is needed on the production of lipid mediators in response to Japan Diet intake.
In SFAs, the C18:0 percentage was significantly decreased, whereas those of C15:0 and C17:0 were increased. Total SFA did not change in phospholipids, because glycerophospholipids are the major components of serum phospholipids and SFAs attach to carbon number 1, whereas MUFA and PUFA can attach to carbon number 2 29) . For C18:0 in phospholipids, consistent results have not been obtained. One study showed higher concentrations of C18:0 to be associated with a lower risk of total mortality 30) , whereas another study reported the proportions of C18:0 to not be associated with any mortality risk 23) . Thus, further studies are needed.
The odd-chain fatty acids C15:0 and C17:0, which account for only a small proportion of total SFA in tions changed to a more anti-atherosclerotic profile. The Japan Diet is effective for rapidly improving fatty acid compositions.
